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Purpose: To obtain a novel monoclonal antibody which has 
activity specifically linking to Pseudomonas aeruginosa elastase 
to neutralize the toxicity, thus can be used in determination of a 
trace amount of Pseudomonas aerufinosa elastase and as a 
diagnostic, prophylactic and therapeutic agent for the infectious 
diseases caused by Pseudomonas aeruginosa. 
Constitution: Purified Pseudomonas aeruginosa elastase is 
dialyzed against a phosphate buffer solution of pH7.2 and the 
product is used as an immunogen by mixing with Freund's 
complate adjuvant and the mixture is subcutaneously given to 
BALB/c mouse for immunization. The mouse is given the booster 
and the splenic cells are collected after the final immunization. 
The spleen cell is fused with a mouse myeloma cell using 
polyethylene glycol and cultured in HAT medium to obtain the 
hybridoma cells. The clones producing anti- Pseudomonas 
aeruginosa elastase antibody are selected from the hybridoma 
cells, then the cells are cloned by the limiting dilution analysis 
and the monoclonal hybridoma is cultured to produce the 
monoclonal antibody against Pseudomonas aeruginosa elastase. 
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i**?a»tt**r-f s^y ? p-^/Wnft 

feSVMSHO-NHCO-CH (CH 2 _CH-(CH 3 ) 2 ) 
-CO-A 1 a-Gl y~NH 2 T*fc3 C £ ^W&i 1 1~ 
5 2 Etttf)* y * n — Jvi^flc 

p — Jvvtttt 

[§S*f7] Fa b«HSfC*>Srfc«r»«t 

■TSUI** 6 Eftoft^Br^ 

S»*«6E«oSt#Br>J- 

[!t*f9] t»*«l, 2. 3fcSHi4SBtOTy^ 
0] »»ET-4D3 fftlllf 122 

8 8*) 

1] »KET-4D3^Iit5^/^n 
[W#« 1 2 1 Bl*g 1 , 2, 3*>*^Ht4E*0«y 

3] «JfcET-4D3 2 

8 8f) S:««t5 : ^ t s^y ^ o-t/ua 

1 4 ] »*JR 1,2,3,4,5,6,7,8 

fc£vM2i lE*o*/^o-^ttft*fctttt#»rJt 
[0001] 

K^y ^n— *-tt#Sra^i-a-fe/i/5>f ft 



5o £<bic, **y^o— *-/uttft:|cJ:9, ffi»fl(0ft 

I0 0 0 2] 

k^Klaflgil (Pseudomonas aeruginosa) KiS^kJiE 

fcS^S^p^U ^*tfr4if<ojliL»^Srt>5Wtp 

[0 0 0 3] SlftM3i7^^" tf£«ffti1-5 

Sffil&^JR^P^T-* tfT*«)5r t^Pjtir^S (M 
orihara et al, Agricultural and Biological Chemist 
ry 39, 1123-1128 (1975)). ii/n r T — if 
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>-4 RK(EDTA),0-phenanthroline fcS^fcWk** l'— 

^ YV{ Suda et adjournal of Antibiotics 26, 621- 
623(1973))^HO-NHCO-CH (CH 2 _CH-(CH 
3 ) 2 )-CO-A 1 a -G 1 y — NH 2 (Hudgin et al, L 
ife Sciences 29,2593-2601 (1981)) *j&SJffl6>:h/TV 

[0 0 0 4] Lj&>L4#&Cft&0lfi*#Jtt, 

y K-fe y ySr&ai-*l**Srtti:»fc1-a#< 

p) , a«M^7^^-^ ^asa^nxT-iftc^-t 

n:/y yB£*#tt-»«Lfc«tc, tfy^f-uy^y 

a-vUBftl, SS^BiSi&S* DEAE-# 



Sv^ffiojfiLiSSr— « L"CA^1"^> - £ teS£>Tlt L 
®tt#jch hojli«4r*MsHc:«3»Siiarfclcj: 

/l^-^ATLV (Adult T cell leukaemia virus) N HIV(Hum 
an immunodeficiency virus) * fo£> A^BfrTlfc 
*JWl>^/v^4^o*JH*oiaA*5jB- 5|»5 0 L 

[0 0 0 5] 

[38WdS«P*LJ:5 t+SUUB] PavlovskisiWretlind 

<Djtii6B^ 7 * * sttJiiLJt****^ * ^s* 

«®i8&ffitC*3V^-C*a«:^i'V^5a^ (Infect. Immu 
n. (1979), Vol. 24, p. 181-187) fc, SBS^7^^ 

5^6/ £ n— ^KfrtvllSbrftLagace^Frechette ^ 
8$UV^3&5 (Infect. Immun. (1991), Vol.59, p. 7 

12-715) , fabte&fcm^y xf-WzttlrZ^ft 
* L 5 * * tr h -^SrBK-rs* / ^ n -^MjCftO^ 

5 *qbw> e> -ert , mmm^ ? ^ ^ — t?fc*t l^v ^ ? ns 
tt^^o^e / ^ n — r^mftZf wi-r z> z t immxh 

BMtcjsv^rtt, SW?S*ii^LJS (oep) , »JB«^ 

HTl N 5 0 (Hommma Japanese Journal of Experime 
ntal Medicine 48,111-133 (1987)) 

[0006] mmw^7x#-n h*y-f k^^> 
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v ]) (Homma b. Japanese Journal of Experime 

ntal Medicine 48, 111-133 (1987)) , fcSl^te^n/U 
T±^^94 FffimtfcX'hZC 1 CH 2 -CO-HO 
L e u-A 1 a-G 1 y — NH 2 ( HOLe u teN-/^ 
Kp^f->-L- n-fi/V) (Morihara??, Journal of Clini 
cal Microbiology 23,53-55 (1986)) b^Mth^bK 

fo 5 a 9 * 9 — t? tt* <0*tt»fctt^.-*- a tolt ic tti^a* 

[0 0 0 7] 

-5/ a v) co^bi- i ^ S^tt^tg* LT L£ 5 «fc 5 4 

[0008] #?p^<£Hey * p--^/Mftttra;, iuss^ 

-iffcft&Widlg^U ^^^^lynrT- If PI 

■1-5. 

[0009] «««3i9^*-<i»*ttfcKJ£L±E 



^ K^±X te^F5££T v> ^ s< v K i ft A L fcftfa^ £ 

^^momm^ i jibb-s^ ^ranst- i - 6 is&ati- 

tm*L\,\ mmm&nm^ mm ztittwi® 
& h ma L/cjpwMS * fc wt y w<# b « t mutin 

£o #flffi$81i&£ L"C13\ HPRT(hypoxanthine-guanine 
phosphoribosy 1 transferase) iK &y V * # MM^SS^fe 
5P3-X63-Ag8-U1(ATCCCRL1597), P3-NS-l/l-Ag4-l (ATC 
C TIB 18) , P3-X63-Ag8-653(ATCC CRL1580), SP2/0-Ag 
14(ATCC CRL8287), SHM-D33(ATCC CRL 1668) ft £f 

^td;xp-7^ if ©SSWBt'&jfflflaS*^^ <^ / ^ 

»n-/Hs (PEGfe) ^m^si^^^ffi^^tt 

So PEGffil:^V^tlt PEG 1,000-6, 000^30-50% (w/ 

v) o»a-cffl^5 0 u^^^, ^y-L-y^y^L 

< fiDMSOft if Sr tSSW-f 5 C J: «9 a^^J^ 
i: t>"Ct 5o »^*fe«KoelertMilstein^*ffi(Natur 
e 256, 495-497. (1975)) (C^T 5 G 
[0010] K£*MSWRiatt, »-&*BlfiO**S4» 

tasyi-sxs-e&So hgprt ^a#tiiia^^i4^ 

iMK 2: Lr^V^fc#^. BftttJfefe LTHAKHypoxanthi 
ne, Ami nopter in, Thymidine) igi^-^H Az (Hypoxanthin 
e, Azaserine)^^rffiV^ 0 2 -4 Hfe^fifftSR 
#*j!l3S*tlO'-20BIIB*il"t"S« T?^J~? 

iwasrM'Ji-sxa^fcao awtftaafiK^stt© 
^^p|g, wh*#mfcm*x\mmm=z7X9--i?<Dg 
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^fla^^^b'U— > 3 V (Single cell manip 
ulation)ffi*^(C«t ot, *V^n — V (*-tt^n- 

[0 0 1 1] :©M^!J K— ^«r&Jai<D#ife, M*. 
tf , D N A^H#J ft t*ft«Hl*S ±D«UV BRJtft n 

#lxJf , Molecular Cloning , (Cold Spring Har 
bor Laboratory) KM(D^m\CX V ttfrJte^ft^ Ufil 

fe, flilf Morrison ^(Djjfe (Proc. Natl. Acad. Sc 
i. USA. Vol .81, pp. 6851-6855 (1984)) [C £ <9 fcift^ 

y y K5H-«r»ar fc3ss«r«-c*a. 

^ V(2, 6, 10, 14-tetraraethylpentadecane, Aldrichtt) 

tit** m*ma*^ ^y/uy7^^-ficj:^l® 



i-te, amsK^oais, c^r a*, us*, am 

7* Ig GKJB+a35Sr*ifcliR«Six*:t>o-Cf±Jiv^ 

h • ^y* • ******* if* -r 

*<X$titiZ> 0 Zbicmm^yxf-^lcftLtyfy® 
*Sr*-t-*Si#OFab 8Wt\ Fv»Jtt>***i*. #3§W 

[0 0 13] 

ffi*OEL I SA4feSrKTfc*i- 0 

(1) ELISA ^U-hOWSi 
IHB«3i9^*— " fe?£y VHfltffift (pH7.2 ; MNa 
C 1 (8g/l), KC 1 (0.2g/l), Na 2 HP0 4 • 1 2H 
2 0 (2.99g/l) *3j;tfKH 2 P0 4 • (0.2g/l)) : £TF 

PBsmt) o ug/mi(Dmmcmm^9 6^zc.^ 

W^yiz-F (7 7;V=iy #3912) wfv 
— Yb%) Cl^x/^fc^lOO/zlfo^ 4°C 

0 ui foML3 7t:i:t30^W^^- hi- 

[0 0 14] (2) ELISA 
Tv^4mzJfcm%M7\s— h^r5mM EDTA<t0.05%Twee 
n 20^I"«PBS (^TPBSTi:PI&) T-3 0ffi}RL 
fc« ^^PBST^r 1 ^^/^fcfc 9 50/11 

fi?i:-cPBST-eaa:*3RLfcW3p(- (*.fllxw*«±») & 

1 VzL/VhfcV 5 0/xl JDi, 3 7t:"C2B#M^^^a 
^-htfCo -t<0«f*»Sr»*L, PBST"C3(Hiac^L 
fco ^V^T^2S^ft:ffi^l «?^^&fc^ 100/zl To 
^}Px. N 3 7X:X2mm4>^^— h LfCo feifrffcoiy 
3t(CJ*S!2jafli:£ LT LPBSTT* 500-1,000 f^Rtfc 
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yyylfrfc (Kirkegaard &; Perry Lab. Inc.) Sr/fl^ 
1t 0 3B2SL#Sr»*U PBST-C3iaaaMI, ^fiSfftg 
ffi OragCOp -^hD7x^!jyg-2-th!J!>A 
ffi£lml<ftNaN 3 (0. 2mg/ml) , MgCl 2 • 6H 2 
O (0. lrag/ml) &<&tf 1 0 % y -/UT ^ vflHfiiK 
pH9.i(igjBLfc7KSiK) ^1^x^10 0/*rfofln 

(A 405 )Z~?/^X**y (Titertek) -C»tL 

lw J; affix 5 * * -*tt*©*fflttKTfc«1-*ftfctt 
ofc 0 l mM CaCl 2 Sr^WbfcO. 1 M hy * • t >@£ 
«WfS(pH 7.0) (£AT\ ti~Z>) tCIO mg/ml60 

ffig-CFITC(fluorescein isothiocyanate)-H!$X7 ^ 
^> (Elastin Products Company, ^Xy — ) £lg$)L 

fcss^s 60 mi, swan ico.3 jig/mi(&Mres 

frL1t=Lyx*-Hmm 60 MlX^wyy K— 
mtffi (ayhn-/n:tt»««:*fflLft) 60 Ml* 
i 9 6 ^ d y I/- h C^S L, 3 7t, 

2B#Ffl^>'^a.-<— h-f^o TV— h£3 000 rpm, 5 m 
in"«S'tUfc«, ±rfl00 /* 1*0*1 U 9 6^x;vf 
jgyV- MC»1\ ^CO_bm*<Z)iSBICOFITCft^nni- 
v^^p^l/-MJ-^-MTP-32 (Corona Elect 
ricCo., Ltd. , glEift, 0*) SrfflV*T*#3»*i:LTai 

»-e«)**!ME) -(/^7^7^F)]/[ Wife 
^«a-e^S3tss«) - (^y^7^K) ] o fc 
tz L>/< y^7^y Kfcx 7 $ -if ^#fiT-e^*3t 

[0015] HS£0iJ 1 . ^7^J_ g a— ^/HftffoPfE 
M 

(1) ffiJgCDf^ 

fc. ilieSx77^-if^yyti« (pH 7.2 ; lidc 

NaCl(8 g/1), KCK0.2 g/1), Na 2 HP0 4 • 12H 2 0(2.99 g 
/I) ) &J;OTH 2 P0 4 (0.2 g/1) : J^TPBS<bB&i-) fc» 

(2) %&Bmm&<onm 

BALB/c-e^^ («, WlaI^S^4il^x ftfi^lS g) £ 
&5f££#tLfc 0 ^jg^x^^-if^l mg/ml <Dm&X* 

S%i'Z>?Bsi®tyv4>'h^±7i>^s<> vim* 



ftffifcft^SSlU ^^^-E&fc!9iifttt) 0.2ml 
rtlCioTWB&aUho K«, 2MP 9 *1lllCT4 ®, 
^— tfSrlOO ^g&T&^U igin*agS:fir«ofc 0 ft 

%.<oikiB^M<omi^n^ m&M^y*$—-viwiLg 

(3) fflJSIH^ 
^£*f*MJIKM& P3X63-Ag8-653(ATCC CRL1580)£10% 
^i/H&jfijfi»FCS(Gibco)fe*DRPMI-1640 flftt 

^fco H^^fett* Koehler <b (Nature, 256, 495-497, 

£5 : 1 <7)lt*r*ifa.m^F^RPMI-1640 JgtttcMflU 
1, OOOrpm ( h * -«ICD-100R) (CX7 $JfflS4>#Bi U 
fc 0 itSiC, 37 < C*C*a*ix*:45% (W/W)# y x^ VV 
? y =i—/i/ (PEG) 4000, 10% (V/V) ^/l^/Wt^v' K 
OjtSfclml Sri 5>Pfl^ifCgs*DL, $ fct^tfcT 1 ft 
BMtfc. 

[0 0 16] &^T\ lkrt^RPMI-1640 igi&2ml Srlm 
1 /lminC0#]^"C*Dx.«L/c o iMt^ RPMI- 

1640«Jft7ml Sr»^tCjPi PEGSr*1RLfco 37<C X 20# 
IH»Roai,000rpm-C7 »N!&fr#fe *«>«^$r*# 

KMjBBiatLT6 xio 4 *ua/miojimis»«ds»6>^a 

10%FCS RPMI-1640*S*lCS!SfflL, 96* 
v/f^n/lz-h (££-<— hMS-3096F) 1^0. 2 
ml/!>xA'fo»ftU, :^I^»1^5 %C0 2 (C 
*3^T37 £ C-eit#Lfc 0 «®kl^l B^lC, ^fiO 
JSifiSrSrfcfc HATtgifc (10" 4 M t/1f^rifV^y, 4 xio 
~ 7 M T^yyrU^ l.6xio" 5 M ^SS^Sr&trRPMI- 
1640 »») <b^Lfc 0 2 BSlCHAT^ifelC 

±5*fiX**3 S^TofCo lOB^iCJi, 70%(O^4? 

a-fu-VKX\ mi&nv&tiLifiWMZtiiz. elisa fct 
<lix 7 ^ v#ft?<£ * fpfittte J: 5 T * ir-f co^m, 

[0 0 17] 
[SI] 
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[0 0 18] (4) BfeMfc 
4ii^mftC7 p y (2, 6, 10, 

yp'fjj'y; AldrichChemical Co. Inc. , Wisconsin ) 
£-Efcfc<90.5 ml{CTS^LfcBalb/C^£*^ 

5 xio 6 ttlifiSrBBrt^agau, 7-14 0^ -r?*<£> 

(5) fftfi 

XAMAPSII (Bio-Rad; New York) ^TUffi* Lfc 0 
fr*>, ■*SrK5tfKtt (Repligen Corp. )-&m& s 1 
00,000xg, lh, 15 V<Dtm>b&ft0 o ftbtllzmfobVL 
APSIIJHf^y yy-pW 9.0 (Bio-Rad) Sri : 1 
U T7^Wnf-fyA^7A (Bio-Rad) lO&L 
Tz'&, «ffflO»^5'77- t?a#Lfc 0 MAPSIlSffi^ 
y~7 7 (pH3.0 ; Bio-Rad) Tig ft^f-fc^l-PBS 
»LratFfLT, ^M^p°p^Lfc 0 

[0019] Hft« 2 . ^/^ P-^fittOfcKteW 

(1) In vitroJ=.7^^— tf^jftKR 
1) ^v-iktST/i-y^ y^lfi LfcSDS-PAGElCj:*^ 

aBM^7^^— -tfi^i/jiL*T^^ v(BSA) Srgi 
ic^ Lfc^ r> * ^ y * n -^fiiftofrSTK/S * ii\ 

ttl-SSiflwSSSSrSDS-PAGEfc: X 9 filtfr Ufc 0 jfjg^m 
yx#— if (0.1 Mg/ml, 10// 1 ) Cl^^y^n- 
^/V*tflc (HI* 10 Ml ) £^HL37t:, 30#:7V--< 
V*;*^— h Lfc$ N BSA (5 mg/ml, 100 Ml ) Sr^PX.3 
7<C2 B*IBKJfc£*fc. EJ*W&ft*2 %SDS, 5% 2- 
y/p^^h^^y-zK 10%^ , J-feo-ywSr*tP 125mM 

hy^tOHiffKpH 6.8tt? ioo°c, 5 ftmummm 





ELISA(A 40 s) 


ffig^S (%) 


ET-2-4 


1.9 


63 


ET-2A5 


1.4 


49 


ET-2B1 


1.6 


55 


ET-4D3 


0 


71 


ET-6A5 


> 2.0 


84 


ET-2-1 


1.0 


52 


ET-7B2 


0.7 


39 


ET-7B5 


1.6 


72 



U 10-20 % linear gradientOT^ D /VT ^ Kfi 
SDS/# UT^I^T:; Ky/Htft*»«:*3^4o*: 0 y 

ft, BSA ^^»Sr«»Lfc 0 «UI«3:9^#— tf • R# 
»jDCO^TtS#6ftfcBSA Kf*J3dfi^7* 
ttoiRinfc J: t>*^c»j||Sixfc 0 ET-4D3<0«jDtC 

A (D/^vK^^btifco — * x ftfeo^y ^n— ^A-fet 
*<oasaiD-eWtBSA 0^»»±»»«rS«tftd*o*: 0 
[0 0 2 0] (2) FITC- a^^V&SHi: Lfc^ft 

suia3i7^^-^(0B*flSttSrFiTc- 

* ^<o%m^ <r>%mz thteo x^mit $ nfcFnc 

£r««£Lfco ItllSKsL?**— ( 10,30 Mg/ml; 7 
5m 1 ) tC^T^y ^n— ^/i^ftET-4D3*fcteET-2B 
1 (100 Mg/ml; 75m 1 ) Sr8M)Q L37°C, 30 »7V • 
V^^-hLfcS, FITC-Sfi^^^^> (5 mg/ml; 
150m 1 ) SriP*.37t 3^FlfflB|f3f{crSJSUfee SlSffi 
^tt^baW^^^^^Sratt^LiftlOO Ml 

^ t K^^-vm^m%m\ (=«n^ mtp-32 > stjb^ 

MSLfc. ^m^r* 2fc*1% ^f^/^D^ 
Sift: ^^HH^ 7 * * -if I- £ S S S £»4rPI* bfc 0 
ET-4D3ttgift:i ^ J fX^^^±C0^^T'ltKK^ 7 * 
if 1 ^Sr50%»±ia»Lfeo -S" ET-2B1 

'Mwmm* et-4D3 fcttttta^ofc. 

[0 0 2 1 ] 
IM2] 



-7- 









pI^fkFITC 




(#g/ml) 


(ET/IgG) 




(DM) 


«) 


n 
U 






U 








ET-2B1 


a 03 


— 






ET-4D3 


0. 03 


- 


Z. o 


1.0 




1 0 

1. o 








ET-2B1 


0. 58 


68 






ET-4D3 


0.20 


89 


7.5 


0.5 




2.5 








ET-2B1 


2.4 


4 






ET-4D3 


L0 


60 



[0 0 2 2] 3) £riaK*rfflV*fcM*n5*#--1f 

HSRJStttf)*/ * n-tyi«#ET-4 D 3 co^fnfStt 
? * * — tf Jt?ft> 5 ^ y a, 
T? ]) P^/U-^U^-n^v/y TSKOsTF* F 
AGLAfc*E;^*KWJf6Br (*R) ) Srffl^TiW 

'frfpffiSr^KUfco o. im h y x u^T 

(pH7. 0) \Z2. 5mM(DMt^iUcFAGL 
A2 0 0/z 1 fcJWMfc*?**-" £ (*«£fls¥J:!3lll 
A) 0. 5/zg, St-m^C0SS^ET-4D3COPB 
S (-) »jSl 0 0/z 1 SrrSSJ, 3 7^1^^ 
^-hLfc** 0. 7M!)ySthy^Agr« (pH 
6. 0) l«*LTEffi*fM:<S*fco Bfifc 

^^DLTV>^V^^?«^^ML^F8^ U 3 4 5 n 
ra<0!R3fc*<&ifefr ( (#BR<DRfttf) - (RJfcfcOR* 



(-AA 345 /h • m gifi) S:*^ffitti:Lfco ET 

100%^ l,t\ «»a#»*ettt?*Lfco stflwit 

-^^SSJSttepffi^SKLfc&JR^tiTT-^ (Beve 
r <!r Iglewski, Journal of Bacteriology 170, 4309-431 
4 (1988) ) "CfeSI*— ^IJ (Bacillus thermoprot 
eolyticus rokkoftfi&o x v^^tt) 0. 3 /z g 
V\fc. *S*«r*3lC*-t\ ^IS^t^cI^ ET 
-4D3<^^(C^^pfgt±^^bti. E T — 2 B 1 "Cfl 
£<**dStt*Bfcfta»ofc. ET-4D3, 
et-2b i *y ^^C»1-5+lPJSStttt* 

[0 0 2 3] 
[^3] 









*/Wfc 








Ug) 


(ET/I gG) 


(%) 


X?X*-i£ 


ET-4D3 


1 0 


0. 5 


1 0 0 






5 


1 


8 8 






2 


2. 5 


5 3 


X~?X*— t? 


ET-2B1 


20 


0.2 5 


3 






1 0 


0. 5 


0 






5 


1 


0 




ET-4D3 


20 


0. 065 


2 






2 
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[0 0 2 4] -£Mm 3 . ffi:*7**--ff$iflgET-4D 
(1) ^y^n-t/«ET-4D3^Fa b l§r#*<D 



^;^P-t/!/ii*ET-4D3 (PBS (-) jgfflO 
1 0mg£2 OmMH»/l OmM EDTAjgtfifiS 
(pH7. 0) iC#LTit#rLfc^ K^MiiSEWcr 
#J0. 5ml4-eB»L*l. #{>hfcl gG*» (0. 
5ml) t 2 OmM^^r^f i'EUfcSrSJO Lfc 2 Om 
M^&«»fflE (pH£7. 01CH«) 0. 5ml^ 
ffifaU £ biO^WB ^bAgarose (PIERCE, Rockfo 
rd, Illinois USA) 1 m 1 jSiflU tl<i 

ft. Bfcfl^-r^ttWJLfc. *e>*ifc«**cAffi-p 

rep Protein A MAPS II Binding buffer (Bio-Rad Labo 
ratories, Richmond, CAUSA) ^r^lcSAPL, Protein 



A-Cellulofine (£ffc¥X36) ( <t> 0. 8cm x 2cm) 

(C&Lfco Affi-Prep Protein A Binding buffered 7 
ASrifcfrU »af}<Oiif»«:aS4illC*"Ca«L., Su 
perose6^7^A (0lcm x30cm; Pharmac i aLKB, Uppsal 
a, Sweden) lCT^/HtiiSrfirV\ 280nmCO©^S"C i ^ffl 
Lfcg&B#£*«\ ET-4D3<DFa bBrKWni: 

(2) *y — j-;^ET-4D3C0F a b»rjt^ 

» 

ET-4D 30F a b Kfr©»*JStt*Sl<0*«S4r jt* 
«2- (3) Kot7y/U7^yn-f^-/y^- 
n-T-» T ^ K (FAG LA) Srffl^tttWtfc. ft 

Wft#fi*lll«2- (3) tc»£T*ttUfc. 

4 tc^-n 

[0 0 2 5] 
[^4] 



MX 7 X ^ -if CD F A G L Aftffl£&\Ztt? % *J?U —TMm ET-4 
D 3R^Kia#:a*CDF a biSffrc^frStt 



HtaKft 


ses Us) 




ET-4D3 IgG 


5. 6 


7 3 




1. 9 


1 5 


ET-4D3 Fablffr 


5. 6 


9 0 




1. 9 


2 3 



[0 0 2 6] (3) ET-4D3(DFa bBrfl"^<fcS^ 

ET-4D3©Fa b BrJt<0^ 7 * * -if ffittcO^fnS: 
**«3- (2) tmmiCF I TC-Itx7^fy$: 
ffi^HLfc, ET-4D3^L<f^ET-4D30 
Fab ©f^co PBS (-) 100//1, 0 . 1 M r 
V X—?U4y&mftm (pH7. 0) C10mg/ra 
1 <£>S^TH^LfcF I TC-x7^fy«$l 0 0 



1 fcffift, »L<«#Lft#e>3 7^, 2«Fffl^^^=. 
^M/: 0 Rffift, flffiSrlO, OOOrpm, 3 4>ffljS^LT 
#bixfc±JB<&5*>l 0 0// 1 SrHUKU IS^F I 
TC*SrSBt«2-- (2) fcttoTSljeLfco «g**r* 
5 {C^i" 0 

[0 0 2 7] 

[*5] 



X^X^-if<J5F I TC-X^X9=->SSHtUTffl^fct#©ET-4D32fe 
rWttflMD Fab »rfr®E&f^*ftflg 



HhHft 


®aS Ug/ml) 




ET-4D3 IgG 


4. 4 
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1. 5 


3 5 
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[0029] SSJfiflU. *;tv—r>vftwtx>yx9 

ft (1 0 m g) £^7*^-1? (4. 3 a g) ^SlD 
U PBS "Cft|»*flS: 5 0 0/ili: Lfcjt&fciSupero 
se6#yA ( 0 1cm x 30cm) (CttLfCo r^lS^y^ 
n-^gtftt^7^^— tfO^/Httt 1 : 
2 8 0 nmOffiJRT-Se^SttlffiE**Pofc 0 
l{C^Lfc 0 a? W) t?ft2 9. 3#, 
^/^D-t/i'Si* (n) tt^a-^cBB*>&1*2 4. 

(2) ^^n^7-<B»»lcJ:6«W--tt:*olS* 
(4. 3/xg) , ^y^n-t/vinft: (1 

£5 0 0jx 1 £LT, *ffit?H4- (1) (Ct^oTSupero 
se 6#7-MC0tUh o 4*5, *^*7 5Kyii^f K 
BF5EBff<fc9, HO-NHCO-CH (CH 2 -CH-(CH 
3 ) 2 )-CO-Al a-Gly-NH 2 fiCalbiochem Cor 
p. (SanDiego, CA, USA) J; 9 , i/y^r^ES 
K (EDTA) ^il/o-phenanthroline^l^Jtfb^J:^ 
KAL/c 0 ?em^[H2^^-to ET-4D3(DX7X^ 
— if^<D|£<£f3:l 00/tM^t^7^ K^fcL<f±l 
0 mMWHO-NHCO-CH (CH 2 -CH-(CH 3 ) 2 ) 
-CO-A 1 a -G 1 y ~NH 2 <DWM\Z. J; o T £ 
Jxfc (H2-f\ D) 0 — ij, EDTA&^tfO-phenan 
throline^BBLTtt, *7^#-"tf*SttSretf 1 0 0% 
fi*1-*fi<0l OffiFS (ImM) S*PLttET-4D 

fc (@2-/\ ~) e «l|il7FLfcET-4D3 

SXftwfczL -if^e y ^ n — ^/l/ftfcfcoi^-c fiv > 

tt±<Bftfe*bfca»ofc. «±<0*g*tt, ET-4D3 

£PlS£lJ ClC-CH***? S KV, HO-NHCO- 
CH (CH 2 - H-(CH 3 ) 2 )-CO-A l a-G i y- 

nh 2 ) icj:or»»ttJcB*ShartS:*Lr^ 

SrA**!"— hiH"T*K9»< ET-4D3£ 

)KBttB«>e>*t4^ofc 0 
[0 0 3 0] (3) 3i7^*-<h*y>T KtC*H"5* 
/ * n — ^-/Uftft E T - 4 D 3 <0*££H4 



y (pH7. 5 ; 2mMC a C I 2 £*T) [C*f L 1 (ft 

atffUfct, »6»*# 0.5mg/ml fcfc3J:5fcPi*lb 
tZo Mori harabtf^ffi (Journal of Clinical Microbiol 
ogy 23, 53-55 (1986)) {CtfcoTf^Sl Lfc^*T y- ¥ 
• h^y-T K* h^rV-r K— 1 fcPf-S 0 (CI 
CH 2 -CO-HOL eu-Al a-Gl y — NH 2 x ^ 
^ KBHCjJf) £ 1 mg/ml <0»*fc4 5 <fc 5 Sftl 
icTlBfeRJSU h^y^K"Igp° n ^S!U:« £ e> 
y ^SrfflV>-C*M^*-fe (Japanease Jour 
nal of Experimental Medicene48, 111-133 (1978)) \C 
Sotl«L/: h^y-Y K* r*y^ K-IIfctf-K. a 
ffrttfct*, ^7**— if (*»fiiS2ing/ml) £4 
%*/l^y>'/0. 2Mli5KffitB* (pH9. 0) X 
4°C, -«SJSSii:So #bft/--£j£^£Sephadex G-5 
0 (Pharmacia LKB a*** h^97-f — fc(fcU 

^fl^25, 000-50, oootcta a + s s a b # * t 

5ET-4D3 CO^tt^rSuperose B^uBiS* n-e h 
(1) Kt£ofc 0 *t*«rH 2^*1- 0 ET-4D3«h 

*y^ k-i , v*y4 K-ii^TWc^Lrfc^<^ 

^**3fcj&»ofc (02-*, h) 0 gll-^ 
LfcE T — 4 D 3 ^l^cDji^ 9 ^ ^ -ifgtti^H 
v>TJtfc h^y^ K-I 3£a65icJB^Lfc D (0 2 

■ — ■) 

[01] Jt^y^^-^y ^n— Y!V%mhx-y*$ 
— if<DS^tt^Superose6^Vl/^ n-? h^y^^-fC^ 

5»«fo U) 1^7^^-f, (o) (1ET-4D 
3, (^) ttET-4D3tx77^-^;Htl : 
2T^l'^Lfc 1 bC0o 

[02] ^^n-t/«ET-4D3^77>^- 

jg-g-ttOSuperose 6 Sf/Upw V ¥ y y J —\Z&Z)M 
*fV^T^fc, ET-4D3 (t>L<f±* 
coh^y^T K) J«/Htl : 2-CigfPL"t^5o 
l^7>^7U^10 0/iM»D, (n) |iHO-N 
HCO-CH (CH 2 -CH-(CH 3 ) 2 )-CO-A 1 a - 
G 1 y — NH 2 ) %1 0/iMSaiD, (^^) (iEDTA^ 
1 mM^^P, (-) fio-phenanthroline^r 1 mM®JDB$ 
(C*5tt5^n^ h^7A D (^) flET-4D3<!r h^r 

y^ k-i , (-) «et-2b 1 1 h*y-r k-i , 
(h) ftET-4D3 t h^y^f K-HSrtix^ii*^ 
Jtl : 2-ejBWlLfcit (7)^p^ h^7^ 0 USUI, 
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[Hi J 



[12] 



(n) 



(280nm) 



CO 



12 3 




10 20 30 

» « IB (#) 




C280nm) 



0 10 20 30 
« S I PI (#) 



(51) Int. CI. 5 

C 0 7 K 15/28 
C 1 2 N 5/20 
G 0 1 N 33/573 
33/577 

// C 1 2 N 15/06 
G 0 1 N 33/569 
(C 1 2 P 21/08 
C 1 2 R 1:91) 
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B 9015-2 J 

D 9015-2 J 
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